MicroRNA Expression Profiling Using Affymetrix miRNA 3.0 array

RNA Isolation, Quality Control and Hybridization
Total RNA was isolated from the cell lines using RNeasy Mini kit according to the manufacturer's instructions (Qiagen, Hilden, Germany) . Samples were collected from six-well plate in triplicate for each of the following time points: 6, 24 and 48 hours post infection (hpi) at MOI 5. Samples were frozen at −80°C for subsequent use in microarray experiments. RNA integrity number (RIN) was ascertained using Agilent 2100 Bioanalyzer (Agilent Technologies Inc, USA). Fragmentation, hybridization and scanning were performed according to the Affymetrix miRNA protocol, using the miRNA 3.0 array covering 5,339 probes for the human (Affymetrix, Santa Clara, CA, USA). After hybridization, washing and staining of the affymetrix miRNA 3.0 arrays was done and then scanning was done on Affymetrix scanner 7000 G. The raw data was extracted in the form of cel files and raw microarray data (CEL files) were preprocessed using RMA (Robust Multichip Average) algorithm in affymetrix expression console tool.
Differential miRNA Analysis
Statistical analysis was performed for the identification of differentially expressed miRNA (DEM) in infected and uninfected JEV groups by using GeneSpring GX 12.1. The One-way ANOVA method was applied for assessing the statistically significant DEM as well as consistence expressed miRNAs among three type of infected group. The P-value was calculated using asymptotic method and significance cutoff was set to 0.05. Then, these differentially expresses miRNAs probe were chosen to perform fold change analysis using moderated t-test (p<0.05) and probes which satisfied a fold change ≥1.5 between "infected 6 h & Uninfected 6 h, 
